In an attempt to examine tumor specific antigens, the crude suspensions of Ehrlich ascites tumor cells and the mouse muscle homogenates were treated by The fluorocarbon treatment has been applied for the purification of complement fixing (CF) antigens of many viruses1- 6 Taylor et al.7) reported the effect of fluorocarbon treatment on extraction of certain neoplastic tissues. They found that host tissue CF antigens could be removed from crude tumor suspensions, leaving tumor specific CF antigens. Those purified antigens were evident as sedimentable particles by ultracentrifugation, suggesting that the antigens were virus-like particles or microsomes. Preparation of crude antigens of the cells. The packed cells were suspended in an equal volume of cold distilled water and homogenized in a Waring blendor. The homogenate was centrifuged at 2,000 rpm for 10 minutes and the supernatant fluid was carefully removed. To the aqueous solution, 3 volumes of distilled water was added. Thus resultant solution contained 11 to 15 mg/ml of protein and was designated as the crude antigens of tumor.
Fluorocarbon treatment. A fluorocarbon, Daiflon S3 (CCl2F-CClF2) was used. A one-half volume of the fluorocarbon (FC) was added to the crude antigen, homogenization of one minute duration was repeated in the Waring blendor 4 times, with each time following by one minute pause, and the homogenate was centrifug ed at 2,000 rpm for 10 minutes. The aqueous layer was removed and treated with FC two more times in the same manner. Thus obtained aqueous solution contained 4.2 to 3.8 mg/ml of protein and was designated as the FC treated antigen.
Preparation of muscle antigens of mouse. The host tissue antigens were prepared from the mouse muscle. The muscles were removed from the extremities and torso, and homogenized by the same procedure in the tumor cells. The homogenate was treated with FC twice. The antigen contained 4 mg/ml of protein. Results are shown in Fig. 1 . No. 14-1 serum showed a high titer of the antibody against the tumor antigen, and to a lesser extent the muscle antigen . In the three antisera, No. 11-1, No. 12-1 and No. 13-1, high titer of antibody against the tumor antigen was revealed, while the antibody against the muscle antigen was undetectable (No. 13-1) or extremely low. The No. 2-1 serum contained a high titer of antibody against the homologous antigen but no antibody against the tumor antigen. The results suggested that the FC treatment was highly effective for removing a common antigen to muscle from the crude tumor antigen . On the other hand, rabbit antiserum against the FC treated muscle antigen reacted to the homologous antigen but not to the FC treated tumor antigen. These results suggest that the FC treatment is effective for purification of the Ehrlich tumor cell antigen which was not common to the muscle tissue and the non-tumor per itoneal cells of the host. A specificity of the antibody against the tumor antigen was more clearly shown in the antisera obtained in early stage of immunization than in the latter stage. However, it was also true that an antibody (or anti bodies) against the host muscle was produced in the serum after hyper-imm unization with the FC treated tumor antigen, although the titer was much lower than that of homologous antibody. This suggests that the FC treated tumor antigen contained a little amount of the common antigen shared by the muscle. It was interesting that in vitro CF titer of the anti-tumor serum roughly corresponded to the staining titer of the complement method of immunofluorescence as in a case of viral antigens9,10). In the present studies, the reactivity of the anti-tumor serum prepared by the immunization with the purified tumor antigen to various kinds of mouse tissues was not examined. Therefore, conclusive answer on the effect of FC treatment on purification of the tumor specific antigen should await further studies. However, it was interesting that the antibody against the Ehrlich ascites tumor cells stained the other kinds of tumor cells, the sarcoma 180 and the SN 36 by immunofluorescence, suggest ing that antigens of these tumor cells were closely related each other.
